SUPPLEMENTARY MATERIALS

Bio-distribution analysis
Bio-distribution was studied by measuring fluorescence intensity in the vascular and interstitial compartment in a total number of 6-9 tumor vessels per animal (Figures 1, 2 ). For the measurement of fluorescence intensity we defined 2 regions of interest (area: 250-500 µm²) per analyzed tumor vessel: (i) the vascular compartment referring the vascular wall and the close perivascular area (defined as an area of 250-500 µm² with a width of 3 µm located next to the analyzed tumor vessel) and (ii) the interstitial compartment (area of 250-500 µm²) located in the interstitial space with a distance of 20 µm from the analyzed tumor vessel. Before analysis, we measured and subtracted interstitial fluorescence intensity in order to exclude auto fluorescent activity.
NIRF imaging-signal analysis and WEKA segmentation
All image processing steps were performed within the program suite Fiji [1] or Matlab R2007b (The MathsWorks Inc.). 32 bit images of five brain slices per animal were background-subtracted (250 pxl) using a rolling ball algorithm and filtered (6 pxl). Images were used to train the automated WEKA segmentation tool with three signal-positive and three signal negative areas per image [2] . By applying the generated WEKA classifier, the median ipsi-and contralateral NIRF-intensities of selected NIRF-positive areas on 2 mm thick brain sections were measured and the ratios calculated.
Moreover, NIRF signal positive "tumor volumes" were calculated by summing up all NIRF-positive pixel (resolution: 98 µm × 98 µm) over all corresponding brain slices multiplied by the slice thickness of 2 mm (Supplementary Figure 1A-1B) .
HH10-SIP (HyHEL)-expression, purification
HH10-SIP-expressing cells were grown in Dulbecco's modified Eagle medium (DMEM, Invitrogen, Darmstadt, Germany) supplemented with 10% FCS-Gold and 1% penicillin / streptomycin (both PAA Laboratories, Pasching, Germany). The supernatants were collected and cell debris removed by centrifugation at 1.200 × g, 20 min. 4° C. Affinity beads were generated by coupling hen egg lysozyme to cyano bromide sepharose (both SigmaAldrich, Steinheim, Germany). The secreted HH10-SIP protein was passed over a G25 sepharose (GE Healthcare, Buckinghamshire, UK) to reduce unspecific binding to sepharose beads. Binding to henn-egg lysozyme was carried out for 10 h at 4° C on a rotator. The solution was transferred to a gravity flow column and bound protein was washed with 10 column volumes of 0.1 M NaCl in PBS, pH 7.4, 0.5 mM EDTA once with and subsequently without 0.1% Tween. Elution was performed with 100 mM triethylamine (Sigma-Aldrich, Steinheim, Germany) in PBS. The fractions were neutralized immediately by addition of 100 mM Tris buffer, pH 8.0. HH10-SIP containing fractions were pooled, re-buffered in 100 mM sodium bicarbonate buffer, pH 8.3 and concentrated to 3 mg/ml in Amicon Ultra-4, 3,000 NMWL centrifugal filter devices (Millipore, Cork, Ireland).
Alexa Fluor 750 carboxylic acid succinimidyl ester (Invitrogen, Darmstadt, Germany) was added at 20 molar excess to the protein solution and coupled for 1 h at ambient temperature and subsequently for 10 h at 4° C. Excess fluorescent dye was removed by gel filtration chromatography over a PD-10 column (GE Healthcare, Buckinghamshire, UK) equilibrated with PBS. The resulting Alexa 750-labeled HH10-SIP with a degree of labeling of 5 according to the UV spectra was concentrated to 1.00 mg/ml and stored in aliquots at −80° C.
